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ABSTRACT
Introduction: Injection of intraperitoneal gentamicin at a dose of 60 mg/kg BW intra-peritoneal in rats for 7 days has been shown to trigger renal 
tubular degeneration and increase in high sensitivity C-reactive protein (hs-CRP) level. The use of purslane (Portulaca oleracea) to reduce hs-CRP levels 
and total score of renal tubular degeneration has not been reported. Objective: to determine the effect of purslane ethanol extract on hs-CRP levels and 
renal tubular degeneration score in gentamicin induced-renal damage in rats. 
Methods: This was a study using posttest only control group design. Twentyfive male Wistar rats aged 8-12 weeks, weighed 150-200 grams were allocated 
into 5 groups: normal (Nor-G), without treatment; negative (Neg-G), gentamicin (60 mg/kg BW), intraperitoneally; P-200; P-300 ; P-400 (gentamicin 
plus purslane extract at a dose of 200, 300, and 400 respectively) for 7 days. The hs-CRP was evaluated using the ELISA method. Total score of renal 
tubular degeneration was evaluated using modified score of Sarjadi.
Results: there was a significant difference in mean hsCRP level and total score of renal tubular degeneration between groups (p <0.05). Posthoc analysis 
showed that hsCRP level and total score group of P-200, P-300 and P-400 were significantly lower than those of Neg-G, p <0.05. Meanwhile, the levels 
of hsCRP and total score of renal tubular degeneration in P-200, P-300, P-400, and Nor-G groups were not significantly different (p> 0.05).
Conclusion: the administration of purslane ethanol extract at doses of 200, 300, and 400 mg/kg BW for 7 days improve hs-CRP level and total score 
of tubular degeneration similar to normal.
Keywords: purslane ethanol extract, gentamicin, hs-CRP levels, total score of renal tubular degeneration.
ABSTRAK
Pendahuluan: Injeksi gentamisin dengan dosis 60 mg/kg BB intra peritoneal pada tikus selama 7 hari, terbukti memicu degenerasi 
tubulus renalis dan peningkatan kadar hs-CRP. Pemanfaatan tanaman krokot (Portulaca oleracea) untuk penurunan kadar hs-CRP dan 
skor total degenerasi tubulus ginjal (STDG) belum pernah dilaporkan. Tujuan: untuk mengetahui pengaruh ekstrak etanol krokot 
terhadap penurunan kadar hs-CRP dan degenerasi tubulus renalis tikus Wistar jantan yang diinduksi gentamisin. 
Metode: Studi ini menggunakan post test only control group design, 25 ekor tikus Wistar jantan usia 8-12 minggu, BB 150-200 gram dibagi 
menjadi 5 kelompok. Kelompok normal (Nor-G), tanpa perlakuan, kelompok control negative (Neg-G), tikus hanya diinjeksi gentamisin. 
Kelompok P-200, P-300, dan P-400, diinjeksi gentamisin dan ekstrak etanol krokot masing-masing dengan dosis 200, 300, dan 400 
mg/kg BB/hari secara oral. Injeksi gentamicin dengan dosis 60 mg/kgBB/hari dilakukan secara intraperitoneal selama 7 hari, kemudian 
dilanjutkan pemberian ekstrak krokot selama 7 hari pula. Pemeriksaan hsCRP dilakukan dengan metode ELISA, sedangkan STDG 
dilakukan dengan metode modifikasi Sarjadi. 
Hasil: Analisis Anova rerata kadar hsCRP dan STDG menunjukkan perbedaan bermakna di antara kelompok, p < 0.05. Post Hoc analisis 
menunjukkan bahwa hsCRP dan STDG pada kelompok P-200, P-300, dan P-400 lebih rendah bermakna dibanding kelompok Neg-G, 
p < 0.05. Sedangkan kadar HsCRP dan STDG pada kelompok P-200, P-300, P-400, dan Nor-G tidak berbeda bermakna, p > 0.05.
Kesimpulan: pemberian ekstrak etanol krokot dengan dosis 200, 300, dan 400 mg/kg BB selama 7 hari memperbaiki kadar hs-CRP 
dan STDG setara dengan kondisi normal.
Kata Kunci: ekstrak etanol krokot,  gentamisin, kadar hs-CRP, skor total degenerasi tubulus renalis.
INTRODUCTION
Acute kidney Injury (AKI) is a condition in 
which the process of  renal glomerular filtration rate 
decreases rapidly causing nitrogen retention, especially 
creatinine and blood urea nitrogen (BUN). The causes 
of  AKI are divided into 3 categories namely prerenal, 
renal, and postrenal. The most common causes of  
AKI is the renal category comprising 35% (Ostermann 
and Joannidis, 2016). Degeneration of  renal tubular 
epithelial cells falls into the renal category that can be 
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triggered by nephrotoxic drugs, including gentamicin 
(Basile, Anderson and Sutton, 2012). The incidence 
of  AKI due to aminoglycosides varies ranging from 
5% to 25% (Dutta et al., 2017). A multinational study 
involving 4683 patients showed that 1261 had AKI, and 
543 required hemodialysis (Kaddourah et al., 2017). 
Purslane (Portulaca oleracea), as an anti-inflammation 
agent, has been shown to inhibit production of  tumor 
necrosis factor-α (TNF-α) and interleukin-6 (IL-6) in 
lipopolysaccharide (LPS)-stimulated RAW 246.7 cells 
compared to indometachin (Young Ock et al., 2015). In 
addition, purslane ethanol extract at a dose of  400 mg 
has been shown to reduce carrageenan-induced rat paw 
edema by 30.2% (Andayani, Suprihartini and Astuti, 
2015). However, it is unknown whether purslane extract 
can reduce hsCRP and total score of  renal tubular 
degeneration in renal tubules induced by gentamicin
Gentamicin, one of  aminoglycoside, is the 
most active antibiotic against gram-negative bacteria. 
However, the irrational use of  gentamicin can cause 
AKI (Grill and Maganti, 2011). A study conducted by 
Lintong showed that the histopathologic appearance 
of  kidney of  Wistar rats injected with gentamicin at 
a dose of  60 mg/kgBW for 7 days showed swelling 
, necrosis, and apoptosis (Lintong, Kairupan and 
Sondakh, 2012). Kidney damage occurs due to the 
accumulation of  gentamicin in the epithelial cells 
of  the proximal tubule and integrity disruption of  
the lysosome membrane leading to the release of  
protease and gentamicin enzymes into the cytoplasm. 
This can trigger inflammation mediated by nuclear 
factor kappaB (NF-kB) followed by the formation of  
reactive oxygen species (ROS) (Wang et al., 2016). 
ROS then damages proximal tubular endothelial cells 
and various self-defense cells such as natural killer 
(NK) cells, neutrophils, macrophages, and dendritic 
cells in damaged tissue. These leads to a release of  
proinflammatory cytokines such as TNF- α, IL-1 and 
IL-6, followed by the synthesis and secretion of  CRP by 
hepatocytes cells (Duann et al., 2016). High sensitivity-
CRP (hs-CRP) is a CRP measurement parameter in a 
very low concentration (less than 0.2 ng/mL).
Purslane (Portulaca oleracea) contains tocopherol, 
ascorbic acid, beta carotene, and flavonoids capable of  
being scavengers against ROS. Also capable of  reducing 
cell damage and inflammation in the kidneys due to 
exposure to gentamicin followed by a decrease in 
CRP and total score of  renal tubular degeneration 
induced by gentamicin (Jayaprakasha, Jagan Mohan 
Rao and Sakariah, 2013; Uddin et al., 2014; Sudaryati 
and Nusandari, 2017). The objective of  this study was 
to evaluate whether the administration of  purslane 
extract improve hs-CRP and total score of  renal tubular 
degeneration induced by gentamicin in rats.
METHODS
This was an experimental study with a post test 
only control group design . A total 25 male Wistar rats 
aged 8-12 weeks weighing 150-200 grams were divided 
into 5 groups. Groups of  normal (Nor-G) received 
distilled water. The negative control (Neg-G) received 
intraperitoneal injection of  gentamicin at a dose of  60 
mg/kg BW for 7 days. The treatment groups consists 
of  P-200, P-300, and P-400, given an intraperitoneal 
injection of  gentamicin at a dose of  60 mg/kg BW 
for 7 days and ethanol extract of  purslane at dose of  
200 or 300 or 400 mg/kg BW orally for 7 days. The 
study was concluded on day 8 for the Nor-G group 
and day 15 for the Neg-G, P-200, P-300, and P-400. 
The blood sample was obtained from orbital sinus of  
the eye. Data on hs-CRP levels were analyzed using 
the ELISA method. The kidney was removed. The 
total score of  renal tubular degeneration was analyzed 
using a modified scoring of  Sarjadi. The research was 
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Figure 1. Kidney morphology in Nor-G (a control rat), Neg-G (rat treated with gentamicin alone), P-200 (rat treated 
with gentamicin + pruslane extract at the dose of 200 mg/Kg BW), P-300 (rat treated with gentamicin + pruslane extract 
at the dose of 300 mg/Kg BW), P-400 (rat treated with gentamicin + pruslane extract at the dose of 400 mg/Kg BW). 
DH: Hydropic degeneration, DP: parenchymatous degeneration, DL: lipid degeneration (Haematoxylen & Eosin × 400).
Figure 2. A. Level of hs-CRP; B. Total score of renal tubular degeneration in 
each group. Post Hoc Analysis p<0.05; ns: not significant
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of  purslane was then weighed to obtain doses of  200, 
300, and 400 mg/kg BW of  male Wistar rats. The 
weighed purslane ethanol extract was then dissolved 
i  distilled water t  40 mL, homogenized, and kept in 
Purslane (Portulaca oleracea) Ethanol Extract 
Purslane was obtained from the Bandungan area, 
Semarang Regency. All parts of  purslane were dried 
then macerat d wit  96% ethanol, and evaporated 
with a rotary evaporator to obtain a pure purslane 
extract. The purslane ethanol extract was mounted into 
a bottle and stored in the freezer. The ethanol extract 
a ightly closed brown bottle. Each treatment group (P-
200, P-300 and P-400) was given ethanol purslane of  1 
mL per day using a feeding tube for 7 days.
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Measurement of hs-CRP level
hs-CRP level was evaluated using ELISA kit 
started with adding 100 uL of  standard, sample in 
each well, closed and incubated for 90 minutes at a 
temperature of  37º C. Then, the liquid in wells was 
disposed. After that, 100 uL Biotinylated Ab detection 
was added to each of  the wells, incubated for 1 hour 
at 37 °C. The next process is the washing the wells by 
adding a wash buffer of  350 u L 3 times. Then 100 
µL of  HRP conjugate working solution was added to 
each well, covered and incubated for 30 minutes at 37 
° C. The washing was carried out as in the previous 
washing process for 5 times adding 90 µL of  substrate 
reagent  to each well until homogeneous, and incubated 
for 15 minutes at 37º C and it was keep away from 
light. Next, a stop solution of  50 µL was added to 
each well. The absorbance was read on the ELISA 
reader with a wavelength of  450 nm. The standard 
absorbance data obtained were then curved and the 
hsCRP concentration of  the sample was calculated in 
units of  ng/ml.
 
Examination of Total Score of Renal Tubular 
Degeneration 
The total score for tubular degeneration 
was calculated by modified score of  Sarjadi. The 
degeneration was graded as follows: 0= normal 
tubule, 1= parenchymal degeneration, 2= hydropic 
degeneration, 3 = fatty degeneration.
Statistical Analysis
The data were statistically analyzed using one-
way ANOVA test and posthoc LSD test. p< 0.05 was 
accepted as statistically significant value.
RESULTS
The administration of  ethanol extract of  purslane 
doses of  200, 300, and 400 mg/kg body weight in 
gentamicin-induced renal damage for 7 days resulted in 
mean hs-CRP and total score of  tubular degeneration 
as shown in Table 1.
Table 1 shows that the highest mean hs-CRP level 
was in the Neg-G group followed by the P-300, P-200, 
Nor-G, and the lowest was found in P-400. ANOVA 
test showed that the levels of  hs-CRP between groups 
were significantly different (p <0.05).
The highest total score of  renal tubular 
degeneration was found in the Neg-G group followed 
by P-200, P-300, P-400, and the lowest was found 
in the Nor-G group (figure 1). ANOVA test showed 
that the total score of  renal tubular degeneration 
significant differences between groups, Posthoc LSD 
was applied as follows:
hs-CRP levels
The results of  the Post-Hoc analysis showed that 
the hs-CRP level in the Neg-G group was significantly 
higher than the Nor-G group (p <0.05). The levels of  
hs-CRP at P-200, P-300, and P-400 were significantly 
higher than those of  Neg-G (p< 0.05), not significantly 
different than those of  Nor-G (p>0.05). Whereas 
between P-200, P-300, and P-400 there was no significant 
difference, p>0.05 (Figure 2). The results of  this study 
indicate that administration of  purslane ethanol extract 
at doses of  200, 300, and 400 mg/kg BW male Wistar 
rats can reduce hs-CRP levels in gentamicin induced 
renal damage.
Total score of Renal Tubular Degeneration 
The post hoc LSD test showed that the mean 
total score of  renal tubular degeneration (TSRTD) in 
the Neg-G group was significantly higher than that of  
the Nor-G group (p <0.05). The mean TSRTD at P-
200, P-300, P-400 was significantly lower than Neg-G 
(p <0.05). The mean TSRTD at P-200, P-300, P-400 
did not differ significantly compared to that of  Nor-G 
(p> 0.05). Similarly, mean TSRTD among the P-200, 
P-300 and P-400 (P> 0.05) (Figure 2). The results of  
this study indicate that administration of  purslane 
ethanol extract at doses of  200, 300, and 400 mg/kg 
BW was able to reduce TSRTD in gentamicin induced 
renal damage.
DISCUSSION
The results of  this study indicate that 
administration of  purslane ethanol extract at doses 
of  200, 300, and 400 mg/kg BW/day affect hs-CRP 
levels and the total score of  renal tubular degeneration 
in gentamicin induced renal damage. Administering 
gentamicin at a dose of  60 mg/kg BW in rats 
intraperitoneally for 7 days was proven to cause renal 
tubular degeneration indicated by an increase in TSRTD 
and hs-CRP in the negative control group compared 
to the normal group. The finding of  this supports that 
of  Lintong’s study, showing that the administration of  
gentamicin 60 mg/kg BW causes inflammation and 
fatty degeneration in tubular epithelial cells (Lintong, 
Kairupan and Sondakh, 2012). The results of  other 
studies also showed that gentamicin is a drug that 
plays an important role in the incidence of  kidney 
toxicity because it is actively eliminated by glomerular 
filtration. Furthermore, 3-5% of the gentamicin entering 
the glomerular filtration is actively reabsorbed by the was significantly different (p <0.05). To determine 
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proximal tubular cells and causes necrosis of  the 
proximal segment of  the tubule. In addition, damage 
to the renal tubules due to gentamicin, is also caused 
by changes in the main components of  cells involved in 
the transport of  water and compounds dissolved in it. 
The results of  animal studies indicate that gentamicin 
administration can cause necrosis and apoptosis in 
tubular epithelial cells (Randjelovi et al., 2017).
Necrosis and apoptosis can trigger an 
inflammation characterized by an increase in TSRTD 
and hs-CRP, the sensitive markers of  inflammation. 
The increase in hs-CRP levels is caused by the 
accumulation of  gentamicin in the epithelial cells of  
the proximal renal tubules, which causes disruption 
of  membrane permeability causing lysosomal rupture. 
The lysosomal rupture then lead to increased levels 
of  pathogen associated molecular pattern molecules 
(PAMPs) and damage associated molecular pattern 
molecules (DAMPs), which then triggers activation 
of  toll like receptors (TLRs) . Toll like receptors will 
increase levels of  NF-kB leading to increased levels of  
pro-inflammatory cytokines such as IL-1, IL-6, and 
TNF-α so that hs-CRP levels increase (Duann et al., 
2016; Mulay, Linkermann and Anders, 2016).
The results of  this study also showed that the 
levels of  TSRTD and hs-CRP, the parameters of  acute 
inflammation, can be detected in low concentrations, 
were shown to decrease after administration of  purslane 
extract at doses of  200, 300, and 400 mg/kg BW/day for 
7 days. This illustrates that purslane extract containing 
tocopherol, ascorbic acid, beta carotene, and flavonoids 
has an anti-inflammatory activity. These result supports 
that of  study conducted by Kim showing that purslane 
extract was able to significantly reduce IL-6 and TNF-
α levels in RAW 246.7 macrophage cell culture (Young 
Ock et al., 2015). Since hs-CRP formation in hepatocyte 
cells is induced by IL-6 and TNF-α, therefore the 
decrease in IL-6 and TNF-α levels will be followed by 
a decrease in hs-CRP. In addition, the purslane ethanol 
extract containing tannins, saponins, tocopherols, 
omega 3 fatty acids, and flavonoids was shown to reduce 
the level of  inflammation by becoming scavengers 
against ROS. The vitamin and mineral in purslane 
ethanol extract was also shown to able to improve 
chemotaxis and improve overall phagocytosis. The 
decrease in macrophage activity will reduce the levels 
of  proinflammatory cytokines such as IL-1, IL-6, and 
TNF-α leading to decreased hs-CRP (Trevor, Katzung 
and Kruidering-Hall, 2014; Uddin et al., 2014).
The study also indicates that intra-peritoneal 
injection of  gentamicin at 60 mg/kg BW for 7 days can 
cause parenchymal degeneration, hydropic degeneration, 
and lipid degeneration, but not necrosis of  tubular 
epithelial cells. Parenchymal degeneration is the lowest 
degree of  degeneration. Parenchymal degeneration 
occurs because the mitochondria and endoplasmic 
reticulum are impaired due to oxidation. This causes 
cell swelling and turbidity in cytoplasm. Cell swelling 
occurs because the injury is unable to eliminate water 
causing water retention in cell (Fahrimal, Rahmiwati 
and Aliza, 2016; Almunawati, Budiman and Aliza, 
2017). Meanwhile, hydropic generation is degeneration 
that is more severe than parenchymal degeneration. The 
histologic appearance showed that there was a water-
filled vacuolization in the cytoplasm. Lipid degeneration 
occurs due to an abnormal accumulation of  fat in the 
various cytoplasm which then pushes the nucleus to 
the edge (Suhita, Sudira and Winaya, 2013).
Gentamicin enters the cell by pinocytosis through 
the megalin and cubilin receptors on the epithelial cell 
membrane of  the renal tubules, and then most of  it 
will accumulate in the lysosomes. The accumulated 
gentamicin causes lysosome aggregation and interferes 
the permeability of  the cell membrane, hence the 
lysosomes rupture. The rupture of  lysosomes causes 
gentamicin and the enzyme preotease to enter into the 
cytoplasm. This process triggers PAMPs and DAMPs) 
which can activate pro-inflammatory cytokines such 
as IL-1, IL-6, and TNF- α via the NF-kB pathway. 
Other than NF-kB pathway, cytokine activation is also 
triggered by the inflamosome complex leading to the 
increase in levels of  proinflammatory cytokines. The 
presence of  gentamicin that is released causes renal 
tubular injury (Quiros et al., 2011; Wang et al., 2016). 
Renal dysfunction begins when Na + K + -ATPase 
activity is disrupted due to transport barriers within 
cells. This causes the cells to lack ATP and an imbalance 
of  sodium and potassium so that the cells undergo 
degeneration, both parenchymal, hydropic, and lipid 
degeneration. Cell damage and inflammation can also 
increase levels of  ROS.
The results of  this study indicate that 
administration of  purslane extract at doses of  200 
mg, 300 mg, and 400 mg for 7 days can improve renal 
damage induced by gentamicin. This occurs because the 
content of  purslane ethanol extract such as antioxidants, 
vitamins and minerals can be scavengers against free 
radicals formed during cell injury leading to suppression 
of effect of  lipid peroxidation and decreased renal tubular 
damage. Antioxidants will induce tissue proliferation 
and regeneration of  cells, and therefore will replace 
damaged cells and restore kidney function. The vitamin 
and mineral content in the purslane ethanol extract 
improves chemotaxis and phagocytosis resulted in 
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suppression of  inflammation and the lower level of  total 
score of  renal tubular degeneration (Trevor, Katzung 
and Kruidering-Hall, 2014; Uddin et al., 2014).
 
CONCLUSION
The administration of  purslane extract at doses 
of  200 mg, 300 mg, and 400 mg for 7 days improve hs-
CRP level and total score of  renal tubular degeneration 
in rats.
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